TAFs are thought to play an essential role in eukaryotic RNA polymerase II transcription by mediating the expression of distinct subsets of genes. TAFII60/70 was studied in yeast, Drosophila and humans: in the present work, we analyzed the homologue PwTAFII70 in Pleurodeles. The gene is expressed in ovarian oocytes and throughout development, and the level of expression decreases in late embryos. The transcripts are localized in the animal hemisphere of the fertilized eggs and in the animal blastomeres of embryos at cleavage; later PwTAFII70 mRNA is expressed in the neural plate and folds. TAFII70 protein, which is present in fertilized eggs and throughout development, progressively shows a lower level of expression starting from the neurula stage. q
Results
The TATA box-binding protein-associated factors (TAFIIs) have been extensively studied in yeast, Drosophila and human transcription systems. They are thought to act as molecular bridges between speci®c activators and the general RNA polymerase II transcription machinery (Verrijzer and Tjian, 1996) . However, different promoters may vary considerably in their requirement for speci®c TAFIIs for transcriptional activation (Apone et al., 1998; Grant and Workman, 1998; Hahn, 1998; Michel et al., 1998; Moqtaderi et al., 1998; Zhou et al., 1998) . Their function in development is still debated: according to Sauer et al. (1995a,b) , Zhou et al. (1998) , Pham et al. (1999) , Drosophila TAFII60, capable of binding Bicoid, Hunchback and Dorsal activators, is involved in the transcription of some developmentally regulated genes. On the other side, the interaction between Bicoid and dTAFII60 seems not necessary for the function of bicoid in vivo (Schaeffer et al., 1999) .
To address the speci®c role of TAFIIs during embryogenesis, we isolated Pleurodeles TAFII70 homologue and analyzed its expression pattern. The identi®ed clone (PwTA-FII70) is 2790 bp long and contains an ORF encoding a 649 amino acid protein with an estimated molecular weight of 68.3 kDa. Fig. 1 shows the degree of identity of predicted protein with TAFII60/70 isolated from other organisms (Weinzierl et al., 1993; Kokubo et al., 1994; Hasegawa et al., 1995; Hisatake et al., 1995; Kida et al., 1995; Poon et al., 1995; Umehara et al., 1995) .
PwTAFII70 mRNA, which is expressed as a 3 kb transcript throughout development, is abundant in mature oocytes and during cleavage, but has lower levels of expression in late embryos (Fig. 2) .
PwTAFII70 transcripts are chie¯y localized in the peripheral cytoplasm of the animal hemisphere of unfertilized and fertilized eggs (Fig. 3A ,B); they are restricted to the animal cells during cleavage, being localized in the cytoplasm and nuclei periphery (Fig. 3C±E ). The transcripts are preferentially expressed in the dorsal region of early gastrulae ( Fig. 3F ) and later they are present in the anterior region of the neural plate and neural folds (Fig.  3G ), maintaining the anterior localization in tailbud embryos (Fig. 3H,I ).
PwTAFII70 protein is expressed in cytoplasmic extracts from vitellogenic oocytes (Fig. 4A, lane 2) . The protein is also present in fertilized eggs and development, but its level progressively decreases from the neurula stage (Fig. 4A , lanes 3±10). A faint¯uorescent signal for TAFII70 protein is detected in the cytoplasm of growing oocytes submitted to immunohistological procedures. At the onset of cleavage its localization is nuclear and the levels of expression increase until the late blastula, being higher in micromere than in macromere nuclei (Fig. 4B,C) . Starting from early gastrula the signal becomes weaker and cannot be detected anymore at neurula, tailbud and swimming larva stages.
Materials and methods

cDNA isolation
A PwTAFII70 cDNA fragment (obtained by RT-PCR) was used to isolated cDNAs from a l ZAPII library of Pleurodeles ovary according to Sambrook et al. (1989) . Sequencing was performed by T7 DNA polymerase kit (Pharmacia). Similarity searches were carried out using the BLASTX program.
Northern and in situ hybridization
Total and poly(A)
1 RNAs were obtained from ovary and embryos. The DIG-labeled RNA probes were generated from PwTAFII70 (1160 pb fragment containing the 5 H region) linearized with XhoI and ODC (381 pb fragment) linearized with BglII, using T7 RNA polymerase.
Whole-mount in situ hybridization was performed on staged embryos according to Harland (1991) . The antisense probe was that used for Northern; linearization with NcoI and transcription with Sp6 RNA polymerase generated a sense-strand RNA. Some hybridized embryos were sectioned at 18 mm.
Western analysis and immunohistology
Protein extracts from embryos, larvae, oocyte cytoplasm and germinal vesicles were prepared according to Boucher et al. (1991) . Western analysis was performed according to Sambrook et al. (1989) . Blots were probed with the anti-TAFII70 mAb against the conserved amino terminus of the human TAFII70 subunit (1:250, Transduction Laboratories). The secondary antibody was HRP-conjugated rabbit anti-mouse (1:1000, Dako).
The immunohistological procedures are described in Bucci et al. (1993) . The primary antibody used was anti-TAFII70 (1:125); the secondary antibody was biotin-conjugated rabbit anti-mouse antibody (1:400, Dako). The anti- Fig. 1 . Deduced amino acid sequence of PwTAFII70 and alignment with homologous subunits: human (P49848), mouse (Q62311), rat (Q63801), Xenopus (Q91857), Drosophila (P49847), yeast (P53040). The sequences of these proteins and PwTAFII70 show 79.0, 78.7, 78.3, 77.4, 47.3 and 29 .4% amino acid identity, respectively. Residues shown in shaded boxes are present in the majority of sequences. The full-length PwTAFII70 sequence is accessible in the database (accession no. AJ293586). gen-antibody complexes were visualized using streptavidinconjugated FITC (1:50), with 0.4 mg/ml DAPI added. 
